Background In the general population, adiposity influences erythropoiesis and iron metabolism. We aimed to assess the relationships between adiposity [estimated by body mass index (BMI) and abdominal circumference (AC)] and biomarkers of erythropoiesis in patients with chronic kidney disease (CKD) not on dialysis. Methods A total of 2322 patients from the Chronic Kidney Disease Japan Cohort study were included. Patients were grouped according to BMI (low: \ 18.5 kg/m 2 , normal: 18.5-24.5 kg/m 2 , and high: C 25 kg/m 2 ) and AC categories (large: C 90 cm for men and C 80 cm for women; small: \ 90 cm and \ 80 cm, respectively). Body composition and laboratory data were assessed at baseline, and at 1 and 2 years of follow-up.
Introduction
Anemia is a major complication in patients with advanced chronic kidney disease (CKD) and an independent risk for cardiovascular mortality and end-stage kidney disease [1] [2] [3] . While inadequate erythropoietin (EPO) production, or EPO deficiency, in a uremic condition is a main cause of anemia in CKD, a multitude of factors such as malnutrition, chronic inflammation, and a low absorption of nutrients (including iron, folic acid, and vitamin B12) influence erythropoiesis in these patients [4] .
Erythropoiesis is more common in overweight and obese individuals than in individuals with normal body weight [5] [6] [7] . This phenomenon is thought to be caused by abdominal Electronic supplementary material The online version of this article (https://doi.org/10.1007/s10157-017-1501-y) contains supplementary material, which is available to authorized users.
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fat. Abdominal fat is a source of adipokines, such as leptin and adiponectin, and is a cause of diminished insulin response; these factors can lead to erythropoiesis [8] [9] [10] [11] [12] [13] [14] . Adiposity is also associated with iron metabolism [15] [16] [17] [18] . As abdominal fat is a source of inflammatory cytokines, adiposity causes a state of chronic, low-grade inflammation, which results in the over-production of hepcidin-25 [7] . Iron metabolism is regulated by hepcidin-25; a high level of hepcidin-25 can lead to decreased serum iron levels, increased reticuloendothelial iron accumulation, and/or decreased intestinal iron absorption [19, 20] . Consequently, overweight and obese individuals may develop abnormal iron metabolism. However, the prevalence of anemia in overweight and obese individuals is not higher than that in individuals with normal body weight. Although individuals who are overweight or obese show high levels of iron deficiency, their red blood cell (RBC) count and hemoglobin levels are not always in the anemic range [15, 17] .
Thus, adiposity is possibly associated with erythropoiesis and iron deficiency in patients with CKD. However, insulin and adipokine metabolism in CKD patients do not resemble that in the non-CKD population [21] [22] [23] . Moreover, patients with advanced CKD often show inadequate EPO production and absolute or functional iron deficiency. Levels of hepcidin-25 increase with increasing CKD severity [24, 25] , and patients with advanced CKD may show chronic anemia due to the over-production of hepcidin-25 caused by chronic inflammation [24] .
Based on these findings and issues, we hypothesized that adiposity would be associated with erythropoiesis and/or impaired iron metabolism in patients with CKD, and that these associations would be influenced by CKD severity. Therefore, we evaluated the associations between adiposity (estimated by body mass index [BMI] and abdominal circumference [AC] ) and biomarkers of erythropoiesis in patients with CKD who were not on dialysis.
Methods

Study design
This study was performed as part of the CKD-JAC study, which has been previously described [26, 27] . Briefly, the CKD-JAC study was designed as a multicenter prospective cohort study; 3087 participants who were Japanese patients with CKD not on dialysis were included in the original study [28, 29] . The inclusion criteria were age between 20 and 75 years and low estimated glomerular filtration rate (eGFR) (10-59 mL/min/1.73 m 2 ), which was calculated using the following formula: eGFR (mL/min/1.73 m 2 ) = 194 age -0.287 serum creatinine -1.094 (9 0.739 for women). Patients were excluded if they had polycystic kidney disease, human immunodeficiency virus infection, cirrhosis, or active cancer; had undergone cancer treatment within the past 2 years or chronic dialysis; received a transplant; or were pregnant. The protocol was approved by the ethics committee of each participating institution, and the study was conducted in accordance with the Declaration of Helsinki. All patients provided written informed consent. Registration began in September 2007, and 3087 patients were recruited. However, several patients dropped out or were excluded due to exclusion criteria (n = 27), unavailable baseline data (n = 25), withdrawn consent (n = 59), a lack of hospital visits during the observation period (n = 4), or death during the study period (n = 1). In addition, 5 patients were excluded on the instruction of the attending physician. Therefore, 2966 patients were finally enrolled in the CKD-JAC study [28, 29] .
As the present study aimed to assess the impact of adiposity on biomarkers of erythropoiesis and iron metabolism, patients who were treated with an erythropoietin stimulating agent (ESA) were also excluded from analysis. Thus, the BMI cohort comprised 2322 patients with height and weight measurements, and the AC cohort comprised 1625 patients with AC measurements. The WHO international criteria for BMI were used to estimate body composition [30] , and the BMI cohort was grouped into 3 categories: low BMI (\ 18.5 kg/m 2 ), normal BMI (18.5-25 kg/m 2 ), and high BMI (C 25 kg/m 2 ). The AC cohort was grouped into 2 categories using the WHOrecommended cut-off points for the estimation of abdominal obesity in Asian populations [31] : small AC (\ 90 cm for men and \ 80 cm for women) and large AC (C 90 cm for men and C 80 cm for women). AC was measured around the waist, midway between the top of the hip bone and the bottom of the ribs.
Covariates
Patient characteristics; comorbidities, such as diabetes mellitus (DM) and history of cardiovascular disease; medication use; and routine laboratory data were extracted from the electronic health records at baseline, and at 1 and 2 years of follow-up. Stored frozen serum samples were used to measure intact fibroblast growth factor (intact-FGF23) at the 3 time-points, intact parathyroid hormone and 25-hydroxyvitamin D at baseline, and EPO concentration at 1 year. Intact-FGF23 was measured using a chemiluminescent enzyme immunoassay (Kyowa Medex, Tokyo, Japan), 25-hydroxyvitamin D was measured using a chemiluminescent immunoassay (Liaison 25-hydroxyvitamin D Total assay, DiaSorin, Italy), and EPO concentration was measured using a sandwich radio immunoassay, performed at LSI Medicine Corporation (Tokyo, Japan).
Statistics
Data are presented as mean ± standard deviation (SD) or medians (range), unless otherwise noted. p \ 0.05 was considered indicative of statistical significance. Group differences were evaluated using analyses of variance for normally distributed variables, the Kruskal-Wallis test for non-normally distributed variables, and the v 2 test for nominal variables. Independent associations between body composition measures and levels of hemoglobin and iron metabolism biomarkers were assessed at baseline, 1 year, and 2 years using multiple linear regression models. In addition, associations body composition measures and levels of hemoglobin, iron metabolism biomarkers, and CRP were assessed using multivariate restricted cubic curves with 4 knots located at the 5th, 35th, 65th and 95th percentiles of BMI or AC. Tests for nonlinearity were performed by comparing a model with a linear term to a model with linear and restricted cubic spline terms. When the test for nonlinearity was not significant, a test for linearity was performed by comparing a model with the linear term to a model without the linear term. Associations between BMI and AC categories and hemoglobin levels were estimated using multivariate repeated-measures analyses. Longitudinal analyses were performed using mixed-effect models with baseline covariates and timepoints; the intercept and time-points were also treated as random effects. Interactions between baseline covariates and time-points were considered to reflect a longitudinal effect. All data were analyzed using SAS software (version 9.4, SAS Institute Inc., Cary, North Carolina, USA).
Results
Patient characteristics and laboratory findings
A total of 2,322 patients from the Chronic Kidney Disease Japan Cohort (CKD-JAC) study [26, 27] with height and weight measurements were selected as the BMI cohort, and 1,625 patients with AC measurements were selected as the AC cohort. Patient characteristics and laboratory data at baseline are shown according to BMI and AC in Tables 1  and S1 , respectively. Patients with high BMI showed increased RBC count and increased levels of hemoglobin, ferritin, and C-reactive protein (CRP) ( Tables 1 and 2 ). In both sexes, the characteristics of patients with a large AC resembled those of patients with a high BMI (Supplementary Tables S1-1 and S1-2). Ferritin levels in patients with a high BMI were higher than those in other BMI categories (Tables 1 and 2 ). Ferritin levels in female patients, but not male patients, with a large AC were higher than those in patients with a small AC (Supplementary Tables S1-1 and S1-2).
Associations between body composition measures and hemoglobin level
Independent associations between body composition and hemoglobin level were evaluated at baseline, and at 1 and 2 years of follow-up in multiple linear regression models, adjusting for various potential cofounders. In addition, multivariate restricted cubic curves were constructed. Hemoglobin levels were significantly increased in male patients with high BMI compared to those in male patients with normal BMI (Table 3) , with hemoglobin level increasing linearly with increasing BMI (Fig. 1) . Hemoglobin levels were reduced in female patients with low BMI compared to those in female patients with normal BMI (Table 3) . Although the association between BMI and hemoglobin level was linear at lower BMI levels in female patients, the spline curve tended to plateau once a BMI threshold of 25 kg/m 2 was reached ( Fig. 1 ). The associations between AC and hemoglobin level resembled those for BMI and hemoglobin level (Supplementary Table S2 ). Hemoglobin levels were significantly increased in male patients with large AC compared to those in male patients with small AC (Supplementary Table S2 ). Although hemoglobin levels increased linearly with increasing AC in both sexes (Supplementary Figure S1 ), hemoglobin levels plateaued once an AC threshold of 80 cm was reached in female patients (Supplementary Figure S1) .
Given the reduced number of patients in more complicated models, the patient characteristics and laboratory data were compared between those included and excluded from Model 2. The results are provided in Supplementary  Tables S3-1 and S3-2. Multivariate repeated-measures analyses were performed to evaluate cross-sectional and longitudinal effects in the associations between baseline body composition and hemoglobin levels at 3 time-points (baseline, 1 year of follow-up, and 2 years of follow-up). Male patients with low BMI, male patients with high BMI, and male patients with large AC showed independent associations with baseline hemoglobin level as cross-sectional effects (Supplementary Tables S4 and S5 ). These associations did not change 1 and 2 years later, as indicated in the analysis of longitudinal effects (Supplementary Tables S4 and S5) .
Associations between body composition measures and hemoglobin levels according to CKD stage Spline curves for the association between BMI and hemoglobin level were linear in patients with stages 3 and Figure S2 ). In addition, the spline curves for the association between hemoglobin levels and AC according to CKD stage resembled those for BMI (Supplementary Figure S3) . Values are expressed as n (%), mean ± SD, or median (inter quartile range). *P value for BMI-group differences. The number of participants with non-missing data is shown in []; proportions are based on non-missing data. Ref.
Ref.
Ref.
Ref. Ref.
High
Ref. Association between body composition and erythropoietin concentration at 1 year of followup EPO concentrations at 1 year of follow-up according to body composition and sex are provided in Supplementary  Table S6 . In the multivariate regression models, there were no significant associations between EPO levels and either BMI or AC (Supplementary Table S7 , models 2 and 4; Supplementary Fig. 4 ). However, linear associations between EPO level and both BMI and AC were confirmed in patients with stage 3 CKD; these associations disappeared in patients with stages 4 and 5 CKD (Supplementary Figure S5 ).
Association between body composition and levels of transferrin saturation, ferritin, and C-reactive protein
In multiple linear regression analyses, AC was not associated with transferrin saturation and ferritin levels at baseline, and at 1 and 2 years of follow-up (Supplementary  Tables S8 and S9 ). In contrast, BMI was associated with ferritin levels (Tables 1 and 2 Figure S8) .
Discussion
To our knowledge, the present study is the first to analyze the association between body composition and biomarkers of erythropoiesis in patients with CKD who are not on dialysis. The present results demonstrate that BMI and AC are positively associated with hemoglobin levels in patients with CKD. Hemoglobin levels in male patients significantly increased with increasing BMI and AC, and were accompanied by higher CRP levels. This was not the case in female patients. Although hemoglobin levels increased with increased BMI and AC in female patients with BMI less than 25 kg/m 2 or small AC, hemoglobin levels plateaued once BMI reached 25 kg/m 2 or the AC reached 80 cm.
In an analysis of data from the third National Health and Nutrition Examination Survey (NHANES), conducted in the USA (n = 14,846), BMI did not affect hemoglobin levels; however, the association not assessed according to sex [17] . Kohno et al. analyzed a Japanese cohort of 1029 patients and found that BMI was positively associated with biomarkers of erythropoiesis in a post hoc analysis by sex [32] . Vuong et al. demonstrated similar findings in 6766 NHANES patients; hemoglobin levels increased with increasing AC in both male and female patients [6] . Traissac et al. reported that, in a non-CKD cohort of 1689 female patients and 930 male patients, the prevalence of anemia (hemoglobin \ 12.0 g/dL) was significantly higher in females with BMI C 25 kg/m 2 than in males with BMI C 25 kg/m 2 [33] . Thus, in general, BMI and AC appear to be positively associated with hemoglobin levels in the non-CKD population. However, these associations are likely to be attenuated in females with BMI higher than or equal to the threshold of 25 kg/m 2 . Overall, the association between hemoglobin levels and BMI appears to be maintained in patients with CKD, even though the hemoglobin levels are in the anemic range.
The associations between body composition and hemoglobin levels were affected by CKD severity, and disappeared once CKD reached stage 5. This may be due to inadequate EPO production and erythropoiesis in the uremic condition. EPO concentration was not associated with BMI or AC in the multivariate regression models adjusting for CKD stage; however, EPO levels increased with increasing BMI and AC in patients with stage 3 CKD. Thus, adiposity may be associated with increased EPO Fig. 1 Spline curves show the associations between body mass index (BMI) and hemoglobin (Hb) level at baseline, according to sex [solid lines, female patients (n = 219); dashed lines, male patients (n = 435)]. Spline curves are adjusted for age (in 10-year increments); diabetes mellitus status; chronic kidney disease stage (3, 4, and 5); levels of albumin, log C-reactive protein, log fibroblast growth factor 23, log ferritin, transferrin saturation, albumin-adjusted calcium, and phosphate; medication use (angiotensin-converting enzyme inhibitor inhibitors and angiotensin II receptor blockers); and ferrotherapy use production in stage 3 CKD, and this effect may be diminished in stage 4 CKD and beyond.
In both sexes, hemoglobin levels were higher in patients with normal BMI than in those with low BMI. This might be linked to undernourishment. However, it is not clear why hemoglobin levels did not increase with increasing adiposity in female patients, as levels of EPO and iron metabolism biomarkers increased with increase in BMI and AC to a similar extent in both sexes. Sex hormones could play a role; testosterone has been reported to have a stimulatory effect on erythropoiesis [34] . Testosterone levels in male patients with high BMI between 25 and 30 kg/m 2 appear to be similar to those in male patients with normal BMI, while the levels in male patients with BMI [ 30 kg/m 2 were decreased compared to those in male patients with normal BMI [35] . Thus, testosterone might stimulate erythropoiesis in male patients with BMI Increased CKD stage may influence testosterone levels; the prevalence of hypogonadism (testosterone \ 10 nmol/L) is 17% in stages 1-2 CKD, 34% in stage 3 CKD, 38% in stage 4 CKD, and 57% in stage 5 CKD [36] . Therefore, an effect of testosterone might be sustained during CKD stages 3 and 4.
Adiposity enhances low iron status and increases CRP and ferritin levels in the non-CKD population [15] [16] [17] ; thus, adiposity-related inflammation can cause functional iron deficiency. However, we were not able to confirm this association in patients with CKD. Although CRP levels increased with increasing BMI and AC in stages 3-5 CKD, and ferritin levels increased according to BMI category, BMI and AC did not affect transferrin saturation levels in patients with CKD. Ausk [15] . Thus, iron deficiency may not have been evident in the present study due to the smaller numbers of participants with BMI C 30 kg/m 2 . The present study has several limitations. The patient cohort was relatively small, and there was missing biomarker data, especially for iron metabolism. Several patients were excluded from the 1-and 2-year follow-up, as patients in advanced stages of CKD at baseline were referred for dialysis and did not visit our hospital after completing the baseline measurements. Thus, the patients who left the study may have affected our findings at later time periods. In addition, anemia was managed according to the Japanese guidelines for anemia in patients with CKD [37] , and strategies for anemia management, such as ESA therapy and ferrotherapy, were determined by the patient's primary doctors. Moreover, there was an uneven distribution of CKD stages in the BMI and AC groups in the present study. Finally, we cannot speak to the pathogenesis of increased erythropoiesis with increased adiposity, as we did not assess causal associations.
In conclusion, body composition appears to influence erythropoiesis; however, adiposity may be only associated with increased erythropoiesis in male patients. In contrast, body composition does not appear to hamper iron metabolism in patients with CKD who are not on dialysis. Further research is required, with a larger cohort, to confirm the impact of adiposity on erythropoiesis.
